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AMFTVnMlTNT TO TfTF ri AIMS 

1. (Cancelled) 

2. (Currently Amended) A method for determining plAnLsqualene synthase 
activity, comprising: 

a) contacting NADPH^ FPP and a magnesium ion co&ctor with a squalene 
synthase; 

b) exposing the reaction mixture to UV light; and 

c) detecting the emitted fluorescent ligiht, 

wherein the decrease in the amount of fluorescent light rorrfi.s|>nnrts [is 
LOiielaltd ] to the amount of NADPH consumed m the synthesis of squalene, and 
wherein the amount of squalene is correlated to the amount of NADPH consumed. 

3. (Original) The method of claim 2» wherein the activity of a squalene synthase 
is compared to a control. 

4. (Cancelled) 

5. (Original) The method of claim 4, wherein the plant squalene synthase is an 
Arabidopsis squalene synthase. 

6. (Original) The method of claim 5, wherein Arabidopsis squalene synthase has 
the amino acid sequence of SEQ ID NO: 6, 

7. (Original) The method of claim 5, v/h&teiii Arabidopsis squalene synthase is at 
least 80% identical to the amino acid sequence of SEQ ID NO: 6. 

8. (Original) The method of claim 7, wherein Arabidopsis squalene synthase is at 
least 85% identical to the amino acid sequence of SEQ ID NO: 6. 

9. (Original) The method of claim 8, wherein Arabidopsis squalene synthase is at 
least 90% identical to the amino acid sequence of SEQ ID NO: 6. 

10. (Original) The method of claim 9, wherein Arabidopsis squalene synthase is 
at least 95% identical to the amino acid sequence of SEQ ID NO: 6- 

11. (Original) The method of claim 2, wherein the wavelength of the UV light is 
approximately 330-350 nm and the wavelength of the fluorescent light emission is 
approximately 465 nm. 

1 2. (Original) The method of claim 2, wherein the NADPH is present in the 

2 



PAGE4f12'RCVDATn27120045:44:01PM [Eastern Daylight T^^^^ 



07727/2004 17:44 FAX 9184850812 



PARADIGM GENETICS LEGAL 



@005/012 



reaction mixture at an initial concentration of 0.0005 mM to 0^5 mM. 

13. (Original) The method of claim 2, wherein the magnesium ion cofactor is 
preset in said reaction mixture at an initial concentration of O.S mM to 100 mM. 

14. (Original) The method of claim 2, wherein the FPP is present in the reaction 
mixture at an initial concentration of 0.001 mM to 1 mM. 

15. (Original) The method of claim 2, wherein said reaction mixture further 
comprises 75- 1 SO mM phosphate buffer at a pH of 7.0-8.0. 

16. (Currently Amended) A method for identifying a test compound as fan 
Liliibltoi ' or l a.promoter of planLsqualene gyntfiagft a gniidldsitft herbicide, 
comprising: 

a) contacting NADPH, FPP and a magnesium ion cofactor with a planlsqualene 
synthase in the presence and in the absence of a test compound; 

b) exposing the reaction mixture to UV light; and 

c) detecting the emitted fluorescent light over time, 

wherein the decrease in the amount of fluorescent light over time rorrf^spiinri.s iis 
correlated] to the amount of NADPH consumed in the synthesis of squalene, and 

wherein the amount of squalene produced over time ^rirr^^^pnttdA [ib coiieUled] 
to the amount of NADPH consumed, and 

wherein a d<^r^fl.<fe in thft ratfe ftf ri^rrease in [mi iiiLiejj.e in Hit amount oQ 
fluorescent light emission over time in ttie j^rt^^^j^rtro rpiarivi* tn the absence, of the test 
compound indicates that the test compound is a jilaoLsqualene synthase inhibitor.^nd^ 

wherein a decrea&e in tlig - amuuiit uf fluuiesueut lig^il eimssion over time in the 
pi e sence of tlie tc&l cuinpumij inJit4le6 tlial llic test wmpuuud is a AqualimiL A> i nttiflse> 
pxuuiulei}. 

17-19. (Cancelled) 

20. (Original) The method of claim 19, wherein the plant squalene synthase is an 
Arabidopsis squalene synthase. 

21 . (Original) The method of claim 20, wherein the Arabidopsis squalene 
synthase has the amino acid sequence of 5EQ ID NO: 6. 

22- (Original) The method of claim 20, wherein the Arabidopsis squalene 
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synthase is at least 90% identical to the amino acid sequence of SEQ ID NO: 6. 

23. (Original) The method of claim 20, wherein the Arabidopsis squalene 
synthase is at least 95% identical to the amino acid sequence of SEQ E> NO: 6. 

24. (Original) The method of claim 16. wherein the wavelength of the UV light 
is s«>proximately 330-350 nm and the wavelength of the fluorescent light emission is 
approximately 465 nm. 

25. (Original) The method of claim 16, wherein the NADPH is present in the 
reaction mixture at an initial concentration of 0»0005 mM to 0.5 mM. 

26. (Original) The method of claim 1 6, wherein the magnesium ion cofactor is 
present in the reaction mixture at an initial concentration of 0.5 to 100 mM. 

27. (Original) The method of claim 16, wherein the FPP i$ present in the reaction 
mixture at an initial concentration of 0.001 mM to 1 mM. 

28. (Original) The method of claim 1 6, wherein the reaction mixture further 
comprises 10-100 mM Tris-HCl buffer at a pH of 7.0-8.0. 

29. (Currently Amended) A method for identifying compounds capable of 
selectively ^prom ot ing or i nhibiting plant[, fuugal aiiU/ui iiuiiudi] squalene synthase 
activity, comprising: 

a) combining FPP, NADPH, a magnesium ion cofactor and a plant squalene 
synthase to fonn a reaction mixture under conditions suitable for the production of 
squalene in the presence and absence of a test compound; 

b) subjecting the reaction mixture to UV light and detecting fluorescent light 
emission over time, 

c) determining the activity of the compound to ^pr o mo t e o rj inhibit thfr plant 
squalene synthase based on the fluorescent light emission overtime, 

d) repeating steps a-c using a fungal or animal squalene synthase, and 

f) idOTtifying compounds that selectively inhibit lli£-planl[, fuugil oi animalj 
squalene synthase. 

30. (Cancelled) 

31. (Original) The method of claim 30, wherein the plant squalene synthase is an 
Arabidopsis squalene synthase. 

32. (Original) The method of claim 3 1 , wherein the Arabidopsis squalene 
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synthase has the amino acid sequence of SEQ ID NO: 6. 

33- (Original) The method of claim 3 1 , wherein the Arabidopsis squalene 
synthase is at least 90% identical to the amino acid sequence of SEQ ID NO: 6. 

34. (Original) The method of claim 31, wherein the Arabidopsis squalene 
synthase is at least 95% identical to the amino acid sequence of SEQ ID NO: 6. 

35. (Original) The method of claim 29, wherein the wavelength of the UV light 
is approximately 330-350 nm and the wavelength of the fluorescent Ught emission is 
approximately 465 nm. 

36. (Original) The method of claim 29, wherein the FPP is present in the reaction 
mixture at an initial concentration of 0.0001 mM to 1 mM. 

37. (Original) The method of claim 29, wherein the NADPH is present in the 
reaction mixture at an initial concentration of 0.0003 mM to 0.5 mM. 

38. (Original) The method of claim 29, wherein the magnesium ion cofactor is 
present in the reaction mixture at an initial concentration of 0.5 mM to 100 mM, 

39. (Original) The method of claim 29, wherein the reaction mixture farther 
comprises 10-100 mM Tris-HCl buffer at a pH of 7.0-8.0. 

40-49. (Cancelled) 
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